Indonesian herbal medicine prevents hypertension-induced left ventricular hypertrophy by diminishing NADPH oxidasedependent oxidative stress

SUPPLEMENTARY METERIALS
Physiological variables
Every week food and water intake, urine and stool output were 24 hours observed. Samples collection obtained from each rats where it was placed in individual metabolism cage. Feed efficiency per kilocalories consumed calculated with the relationship below:
Feed efficiency FE
Weight gained g consumed g kcal
where, the caloric content of feed in kcal/g was based on 3.573 kcal/g value for standard chow diet [1] .
Analysis of liver function and lipid profiles
After sacrifice, blood samples were collected by left ventricular blood. Liver function was determined based on changes in plasma levels of glutamic-oxaloacetic transaminase (GOT) and glutamic-pyruvic transaminase (GPT). Plasma levels of albumin, total protein, alkaline phosphatase (ALP), total cholesterol, triglyseride, lowdensity lipoprotein cholesterol (LDL-C), high-density lipoprotein cholesterol (HDL-C) were measured using Spotchem EZ SP 4430 (ARKRAY Inc, Kyoto, Japan).
Immunofluorescence assay of left ventricular NF-κB-p65 nuclear translocation
Immunofluorescence staining was according to the procedure as previously described [2] . Staining was performed on 5 µm acetone-fixed left ventricular frozen sections. The sections were incubated for 1 hour in 10% bovine serum to block non-specific proteinprotein interactions. The sections were then incubated with primary anti-NF-kB-p65 antibody (Millipore, CA; cat. no. MAB3026) at a 1/100 dilution overnight at 4°C. Rhodamine (TRITC)-conjugated goat anti-mouse secondary antibody (Millipore, CA; cat. no. NG1929384) was used to reveal the staining. DAPI was used to stain the cell nuclei. Fluorescent pictures were photographed with Zeiss Axio Imager Z1 (Zeiss LSM 700, Carl Zeiss MicroImaging GmbH, Jena, Germany).
